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Map of the heavy chain expression vector pSVgptHuG2/G4 used in 
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(Seq. ID No. 9)--^ Bam H| 

.. C GGATCCTCTAGATT6AGCTTTCTGGGGCAGGCCAGGCCTGACCTT6GCTGGG 



5* untranslated 
intron from 
native lgG4 



GGCAGGGAGGGGGCTAAGGTGACGCAGGTGGCGCCAGCCAGGTGCACACCC 
AATGCCCATGAGCCCAGACACTGGACCCTGCATGGACCATCGCGGATAGACA 
AGAACCGAGGGGCCTCTGCGCCCTGGGCCCAGCTCTGTCCCACACCGCGGTC 
ACATGGCACC^CCTCTCTTGCAG CCTCCACCAAGGGCCCATCCGTCTTCCCCC 
TGGCGCCCTGCTCCAGGAGCACCTCCGAGAGCACAGCCGCCCTGGGCTGCCT 
GGTC^GGACTACTTCCCCGAACCGGTGACGGTGTCGTGGMCTCAGGCGCG 
CTGACCAGCGGCGTGCACACCTTCCCGGCTGTCCTACAGTCCTCAGGACTCTA 
CTCCCTCAGCAGCGTGGTGACCGTGCCCTCCAGCAACTTGGGCACCCAGACC 

tacacctgcaacgtagatcacaagcccagcaacaccaaggtggac^ 

gttggtgagaggccagctcagggagggagggtgtctgctggaagccaggctc 

agccctccpgcctggacgcaccccg«:tgtg(^gccccagcccagggca^ 

AGGCAGGCCCCATCTGTCTCCTCACCCGGAGGGGTCTGCCX)GGGGCAGTGATG 

CTCAGGGAGAGGGTCTTCTGGCTTTTTCCACCAGGCTCCAGGGAGGCACAGG 

CTGGGTGCCCCTACCCCAGGCCCTTCACACACAGGGGCAGGTGCTTGGCTCA 

GACCTGCCAAAAGCCATATCCGGGAGGACCCTGCCCCTGACCTAAGCCGACC 

CCAAAGGCCAAACTGTCCACTCCCTCAGCTCGGACACCTTCTCTCCTCCCAGA 

TCCGAGTMCTCCCMTCTTCTCTCTGCAGAGCGCAAATGTTGTGTCGAGTGC 

CCACCGTGCCCAGGTAAGCCAGCCCAGGCCTCGCCCTCCAGCTCAAGGCGGG 

ACAGGTGCCCTAGAGTAGCCTGCATCCAGGGACAGGCCCCAGCTGGGTGCTG 

ACACGTCCACCTCCATCTCTTCCTCAGCACCACCTGTGGCAGGACCGTCAGTC 

TTCCTCTTCCCCCCAAAACCCAAGGACACCCTCATGATCTCCCGGACCCCTGA 

GGTCACGTGCGTGGTGGTGGACGTGAGCCAGGAAGACCCCGAGGTCCAGTTC . 

MCTGGTACGTGGATGGCGTGGAGGTGCATAATGCCAAGACAAAGCCGCGG 

GAGGAGCAGTTCAACAGCACGTACCGTGTGGTCAGCGTCCTCACCGTCCTGC 

ACCAGGACTGGCTGAACGGCAAGGAGTACAAGTGCAAGGTCTCCAACAAAG 

GCCTCCCGTCCTCCATCGAGAAAACCATCTCCAAAGCCAAAGGTGGGACCCA 

CGGGGTGCGAGGGCCACATGGACAGAGGTCAGCTCGGCCCACCCTCTGCCCT 

GGGAGTGACCGCTGTGCCAACCTCTGTCCCTACAGGGCAGCCCCGAGAGCCA 

CAGGTGTACACCCTGCCCCCATCCCAGGAGGAGATGACCAAGAACCAGGTCA 

GCCTGACCTGCCTGGTCAAAGGCTTCTACCCCAGCGACATCGCCGTGGAGTG 

GGAGAGCMTGGGCAGCCGGAGAACAACTACAAGACCACGCCTCCCGTGCT 

GGACTCCGACGGCTCCTTCTTCGTCTACAGCAGGCTAACCGTGGACAAGAGC 

AGGTGGCAGGAGGGGAATGTCTTCTCATGCTCCGTGATGCATGAGGCTCTGC 

ACAACCACTACACACAGAAGAGCCTCTCCCTGTCTCTGGGTAAATGAGTGCC 

AGGGCCGGCAAGCCCCCGCTCCCCGGGCTCTCGGGGTCGCGCGAGGATGCTT 

3 f untranslated region ggcacgtaccccgtctagatacttccgaggcaccgagcatggaaataaagca 
from native lgG4 cccaccactgccctgggcccctgtgagactgtgatggttctttccacgggtca 

GGCCGAGTCTGAGGCCTGAGTGACATGAGGaAttGAGAtctG GatCC 

Bgl II 

• * 

FIG. 8 
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Map of the light chain expression vector pSVgptHuCK 



Hindlll 




FIG. 9 
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OLIGOS FOR CONSTRUCTION OF DIVHs (SEQ ID NOS: 37-57) 

KTDIVH1 GAAGTCMGAAACCTGGGGCCTCAGTGAAGGTGTCCTGCARGG 
KTDIVH2 

GCCCCAGGTTTCTTGACTTCAGCCCCAGACTGTACCAGCTGGACCTG 

KTDIVH3 TGGGTAAGACAGGCGCCTGGACAAGGTTTGG 

KTDIVH4 GTCCAGGCGCCTGTCTTACCCAGTGCATC 
KTDIVH4A 

AGGCGCCTGTCTTACCCAGTGCATCGTGTACCTAGTAGCCGTGTAGCC 

KTDIVH5 CAATCAGAAGTTCAAGGACAGGGTCACAATCACTACAGACAAA 

KTDIVH5A CGCTCAGAAGTTCCAGGACAGGGTCACAATCACTACAGACAAA • 

KTDIVH5B CGCTGACAGTGTCAAGGGCAGGTTCACAATCACTACAGACAAA 

KTDIVH5C CAATCAGAAGGTCAAGGACAGGTTCACAATCACTACAGACAAA 

KTDIVH6 GTCCTTGAACTTCTGATTGTAATTAGTATATCCACGG 

KTDIVH6A GTCCTGGAACTTCTGAGCGTAATTAGTATATCCACGG 

KTDIVH6B GCCCTTGACACTGTCAGCGTAATTAGTATATCCACGG 

KTDIVH6C GTeCTTGA^eTTeTGATTGTAATTAGTATATCCACGG 

KTDIVH7 AGCCTGAAAACTGAGGACACCGCAGTCTATTACTG 

KTDIVH8 GTCCTCAGTTTTCAGGCTGTTCATTTGCAAGTAGGCTGTGCT 

KTDIVH9 CCAAGGCACCACTGTGACAGTCTCCTCAGG 

KTDIVH10 CCTGAGGAGACTGTCACAGTGGTGCCTTGG 

KT3VHY GGTGTCCACTCCCAGGTCCAGCTG 

KT3VHZ CAGCTGGACCTGGGAGTGGACACCTGTGG 

VHVK1 GCATGTTGACCCTGACGCAAGCTTATGAATATGCAAA 
VH12 GCGATAGCTGGACTGAATGGATCCTATAAATCTCTG 

OLIGOS FOR CONSTRUCTION OF DIVKs (SEQ ID NOS: 58-74) 

KTDIVK1 • CCCTCTCTCTTTCTCCAGGGGAACGCGCCACCTTGACATGCAGTG 
KTDIVK2 CCTGGAGAAAGAGAGAGGGTTGCTGGAGACTGGGTG 
KTDIVK3 

CATGAACTGGTACCAGCAGAAGCCCGGCAAAGCTCCCAAAAGATGGAT 
KTDIVK4 CGGGCTTCTGCTGGTACCAGTTCATGTAACTTACACTT 
KTDIVK4A CTTCTGCTGGTACCAGTTCATGTAACTTGCACTTGAGC 
KTDIVK5 

GGGTCTGGGACCGATTACTCTCTCACCATCAATAGTCTGGAAGCTGAAG 
KTDIVK6 

GTAATCGGTCCCAGACCCACTGCCACTGAAGCGAGACGGTACTCCAG 
KTDIVK7 TTCACGTTCGGACAAGGTACAAAGGTGGAAATCAAACG 
KTDIVK8 CTTTGTACCTTGTCCGAACGTGAATGGGTTACTTGACC 
KKT22 GCGGATCCAGTCGACGAAGCA 

KT3VKX CTGAATGGATCCAACTGAGGAAGCAAAGTTTAAATTCTACTCACG 

KT3VKY CAAATTGTTCTCACCCAGTCTCCAGCAA 

KT3VKZ TTGCTGGAGACTGGGTGAGAACAATTTGGGAG 

KT3VKZ2 TGGAGACTGGGTGAGAACAATTTGGGAGTGGACACCTGTGG 

KT3VKZ3 AGAGAGGGTTGCTGGAGACTGGGTGAGAACAATTTG 

VHVK1 GCATGTTGACCCTGACGCAAGCTTATGAATATGCAAA 

VK12 " GCGATAGCTGGACTGAATGGATCCAACTGAGGAAGC 
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Murine and Chimaeric 0KT3 binding to Jurkat, JRT3 and HPB-ALL 



cells 

Values represent the positive % of gated cells in M1 



Cell Type 


Passage § 


Murine 
OKT3 


Mouse 
iso type 
Control 


Chimaeric 
OKT3 


Human 
Isotype 
Control 


Jurkat 


12 


81.20 


0.5 


94.68 


0.44 


JRT3 


14 


3.45 


0.26 


4.56 


0.43 


HPB-ALL 


10 


99.63 


0.62 


99.39 


0.29 



FIG. 15 
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Antibody 


Clone No. 


% Cells 


i in Ml i 


Chimaerie OKT3 






m— 


Control no G 


CT3 no PE 








Control no G 


03 with PE 






2.21 


DM EM Control 




1.91 


2.42 


DIVH1/DIVK1 


19D6 


93.87 


2.16 


DIVH3/D 


VK1 


27F6 


28.47 
84.75 


Mi* 




DIVH4/D 


VK1 


30F7 


93.06 


2.65 


DIVH5/D 


\M\ 


35F2 


98.15 






VK1 


37E9 


97.85 


m — 


DIVH7/D 


VK1 


4-2E7 




HIE 





FIG. 16 



Table 3: 



Antibody 


Clone No. 


% Cells in M1 






HPB— ALL 


JRT3 


Chimaeric OKT3 




99.95 


0.1 


Control no 0KT3 no PE 




0.1 


Q-Q? 


-mm 




48G3 


20.18 


0.1 






52B8 


90.04 


0.25 


DIVMv3/D 




55G5 


84.73 


0.14 


DIVHV4/D 


VK2 


55B2 


69.26 


0.13 


DIVHv6/D 


VK2 


66C6 


98.16 


0.53 






0.66 



FIG. 17 
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Competition assay. Inhibition of binding biotinylated mouse 0KT3 by 
chimaeric and Delmmunised 0KT3 antibodies, DIVHv1/DIVKv1, DIVHv3/DIVKv1 , 
DIVHv5/DIVKv1. DIVHv6/DIVKv1 . OKT3DIVH7/DIVKv1 . 



e 
o 




10000 



Test Ab, ng 





Chimaeric 0KT3 




OKT3 DIVHv1/DIVKV1 




0KT3 DIVHv3/DIVKV1 




0KT3 DIVHV5/DIVKV1 




0KT3 DIVHv6/DIVKV1 




OKT3 DIVHv7/DIVKV1 


FIG. 18 
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Competition assay. Inhibition of binding biotinylated mouse 0KT3 by 
mouse, chimaeric and Delmmunised 0KT3 antibodies DIVHv2/DIVKv1, 

DIVHv4/DIVKv1. 



o 

!E 

' c 




10 100 
Test Ab, ng. 



Mouse 0KT3 
0KT3 DIVHv2/DIVKV1 
0KT3 DIVHv4/DIVKV1 
Chimaeric 0KT3 



10000 



FIG. 19 
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Competition assay. Inhibition of binding biotinylated mouse 0KT3 by 
mouse, chimderic and Delmmunised 0KT3 antibodies DIVHv3/DIVKv2, 

DIVHv7/DIVKv2. 




Test Ab, ng 

-♦- Mouse 0KT3 

0KT3 DMHv3/DIVKv2 
0KT3 DIVHv7/DIVKv2 
0KT3 DIVHv6/DIVKv2 
OKT3 DIVHv4/DIVKv2 
0KT3 DIVHv2/DIVKv2 



FIG. 20 



SUBSTITUTE SHEET (RULE 26) 



WO 2004/108158 



37/38 



Competition assay. Inhibition of binding biotinylated mouse 0KT3 by 
mouse, chimaeric and Delmmunised 0KT3 antibodies DIVHv1/DIVKv2, 
DIVHv1/DIVKv1. DIVHv5/DIVKv2. DIVHv5/DIVKv1 . 
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The IC 50 determinted from these plots are shown in Table 4. 



Table 4: 



ANTIBODY " 




Murine OKT3 1 


18 


Murine 0KT3 2 


19 


Murine 0KT3 3 


20 i 


-Ohtmerie £KT3^ \ 




Chimeric OKT3 2 


15 


Di-immunized 0KT3 DIVHvl /DIVKvl . 


N/A 


Delm 0KT3 DIVHvl /DIVKvl 2nd DreD 


>2000 i 


De-immunized OKT3 DIVH 


v2/DIVKv1 


>3000 


De-immunized OKT3 DIVH 


v3/DIVKv1 


1250 


De-immunized OKT3 DIVHv4/DIVKv1 


1900 


De-immunized OKT3 DIVHv5/DIVKv1 


45 


Delm OKT3 DIVHv5/DIVKv1 2nd Dre D 


19 


De-immunized OKT3 DIVHv6/DIVKv1 


30 


De-immunized OKT3 DIVHv7/DIVKv1 


12 


De-immunized 0KT3 DIVHvl /DIVKv2 


>2000 


De-immunized OKT3 DIVHv2/DIVKv2 


>3000 


De-immunized OKT3 DIVHv3/DIVKv2 


>4000 


De-immunized OKT3 DIVHv4/DIVKv2 


2100 


De-immunized OKT3 DMHv5/DIVKv2 


28 


De-immunized OKT3 DIVHv6/DIVKv2 


18 


De-immunized OKT3 DIVHv7/DIVKv2 


6 
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